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Cloning and expression of папоѕ[ a gene related to germ stem cell апа its 


expression pattern in embryo development in silkworm 

ZHAO Guo-Li[] CHEN Ke-Ping" [] YAO Qin[] GUO Zhong-Jiai] Institute of Life Sciences[] Jiangsu University[] 
Zhenjiang[ ] Jiangsu 2120130 Скапа] 

Ара тасЕ |] Objective[] To explore the expression pattern of nanos in Bombyx mori embryo and make 
preparations for the further study on this gene's function in silkworm embryo development.[] Methods[] The 
primers were designed according to the cDNA sequenced] GenBank accession по EF647589[] of B. топ 
nanos gene submitted to GenBank database by our laboratory[] and used to amplify a fragment of 684 bp. 
Subsequently[] the fragment was cloned and expressed in E. coll] BL21[]. The fusion protein was purified by 
using the affinity chromatography and the purified protein was then used to immunize the New Zealand white 
rabbit to get the antiserum. The Western blot method was used to explore the expression pattern of nanos in 
early embryo of B. mori. The expression pattern of nanos through the whole developmental stage of В. mori 
embryo was studied by real-time PCR.[] Results[] One fragment encoding nanos with 684 bp in length was 
cloned and expressed[] and the fusion protein with the molecular weight about 33 kD was obtained. The 
Western blot using the antiserum prepared was performed on the proteins from B. mori early embryo[] and 
showed that nanos protein was expressed almost constantly. The real-time PCR analysis on B. mori embryos at 
different developmental stages showed that the expression level of nanos peaked in newly laid eggs and started 
to drop dramatically from the second day[] since which almost no change was detected till the tenth day after 
eggs were laid [] Conclusions[] The gene cloned in this study was a nanos homolog in В. mori. The fact that 
its expression pattern in embryo development differs greatly from that of its counterpart in honeybee reflects the 


diversity of mechanisms for the formation of germ cells in insects. 
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quantitative PCR 
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Fig. 4 Expression of recombinant Bm-nanos in E. coli and the specificity analysis of antiserum 
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Fig. 5 Western blot analysis of early embryo protein 
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The primary antibody is rabbit antiserum of Bm-nanos described in methods. 
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Fig. 6 Real-time PCR analysis of nanos of Bombyx mori embryo at different developmental stages 


0 2-АА% 0000000000 0000 о 0000000000600 10 Те 2 22C method was used to calculate the relative 


expression level. The newly laid egg sampld] 0 d[] was used as the control and its relative expression was defined as one. 
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